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AKtl-kCC X ANll-bTI'A UlSl'KCIMf: MONOCLONAL ArfllbOiUfcS KiK 
TWO>>IIAMi TAUaiaiNU OP FliNAL-CBLL CARCINOMA 
Markm H. Krincnborf:', OUo C. BocrnW. Wim J. Oven*. Mltjani C. dc 
WcUert*. Jeanncae C. Oottcrwljlc'. Fran* II. Content'. »ml I«b«l Ooiterwy* 1 
DcjAj lifted of 'Nuclear Mcdicii* 'UrvtoKy. l/nivcnlty Hospital Nymcpcn. 
Ihc Netherlands 

Wc aim 10 use blspcclflc monoclonal imlbudici (psMAbs) far largcity* 
radiolabeled diclhylcne triimlne pcnUtcctic sckJ (DTPA) Co rcnal-ccll csrcinonu 
<KCC). In Uicsc prcUrficting protocol* die enir-tdmot l<*MAh u adiiifitislcicd and 
allowed io dear from I be circuttlioa whereafter (be radionuclide it given at a 
small rapidly clearing Ilgand. A preurgedng protocol may optimize 
•adktiminumalctoclNMi and radttWiTOTivpglnerapy of rumors in vivo. 
Hot: ami. DTPA MAtn were produced reactive with tWA loaded with different 
metals. This broad reactivity of the MAb* make dictu soluble for 
radioimrminodciectloD (uiin£ ,M lo-W1 l A or •Te-mTA) at wdl as 
radWromurtnthcrtpy (wl(h ^Y-DTFA). The ability of the ami- PITA MAb !>nm 
to bind ""IVOTPA in vjvu wu letted in rati with focal S. aureus infection. 
Antibodies are known to nonipcctfically accumulttc in infectious foci. Priming 
with DTInl fallowed by t *"Tc-DTI'A resulted In rapid viiuali/jMion of (he *\*ttt.\ 
whhlo 4 hr demontaadtv* thai "•re-DTPA was Kpuci finally imppwJ by DTIiil. 
Priming with an irrelevant control antibody didn't result in visualization of (he 
■bsrrst. The retention of H *Tc-lrn»A In the circulation by U'flnl could be 
blocked by mjectkm of a lO-foM molar excess of BSA-DTPA-ln 30 minute* prior 
to Injection of "Tc-DTPA. Tbcac capcrimcnla indicate dtc feasibility of two- t» 
well as ihrcc-pW ttntcting protocols in vivo with (his anti-aiTA MAb. 
The antl-DTPA MAb producing hybrid omu were used for to mute ecUfuilon widi 
hybrWoii** CJWO directed against RCC, rrcultin|! in throe bsMAb producing cell 
lines (G2S0 a DTInl. G250 a DTY4 and G2S0 x Di1n2). Individual purification 
protocols were developed using protein A affinity chromJtctgrjmhy followed by 
bydioxylspatiie cltiofnatoftiaiiliy and/or catfm* cachanxe chromatography resultim; 
In litfildy purified functionally active bkMAbc. The affinity contUnts of th* 
bsMAbs for binding ,n In- DTPA were similar to the affinity constants of the 
parental anthDIPA MAlrt IndtcaliuS that ilicy cut lie used in targeting prwtncnli. 
Currently lU ability of the* pufined tuMAh* to target radiolabeled HTPA to 
UCC »cnogr«tU U Unuvd m a »md<; mouse model. In these experiments the tumor 
is prcaar&etcd with bsMAb. followed by the injection of "'In-DTVA. 
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GKRM-UNE MUTATION OF VON HIPPKl-MNDAU TUMOR 
SlJmtKSSOR GENKi CKNOTYHKS A&SOClATKU WrrH KKNAI. 

OA MCI NOMA PIlliNOTYKK. 
Chunuc U\ OOnlhCf Weber 2 , llo-Johan Norton 4 . Carl O. Siohulrn*. Peter 
Bkraan 1 , Ma$nu* NordcnjVjOId* and Ulf S. R. BrrgcrucJm'. l. From Tlic 
Department of Urology; 2. Department of Clinic Genetic*. Kami in.de • 
Hospital. X Department of Ophthalmology, St: link Hospital, Stockholm, 
^Department of Urology, Uppsata University Hospital. Uppuuda. Sweden. 

Von lllppel-Lfndau diseaac in a familial cancer syndrom 
demonstrating autosomal dominant Inheritance. Renal cell carcinoma U the 
leading cause of death in this disease. H»C reported VUL pene cDNA 
tumbdaa an open leading frame of K55 bp together with a y-un translated 
POAtcn. The exact 5' end and initial codon of the coding rvaiou remain 
unknown. Referring to both sequence data of human and rnoww VI IL cenetv 
we used 6 pairs vf primers to cover the reported ORP and spiking sites in 
the mutation study of our 10 Swedish VUL famlUes. Direct genomic DNA 
sequencing wa* pged (O detect (lie mutation. 

An additional 0 wu found before the first bp of the reported ORP 
that made up a potential splicing site. Wc also made clear the cuntcnaus 
sequence flanking the splicing site of each exon. Six mutational were 
novel) were mapped to exon l and 3 of which 2 were single bp deletions 
and 4 were single base substitutions. Two large germ-lino deletions were 
detected by Southern Wot of ficoR] of Pstl digestion. l<bur mutations (hat 
cauaod algnlficant protein changes all predUposed to VUL aasocistcd rcn«i 
clear cell carcinomas. Overall ^gcrra'UneVIlLalieratiinu; were detected In 
10 unrelated VbX families and addUional 5 disease gene carriers were also 
distinguished. 

Our data suggests that the reported ORF have already contained the 
complete coding sequence of the VHL protein and an additional 5'- 
untranslated region might exist. Mutation studies of VHL families ore of 
high importance in clinical detection of disease gene carriers. Analysis of 
genotype and phenolype relation might provide Insight in the VI IL pew- 
function. 
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MOLECULAR OHAItAOl El U.2A1 (ON OP THE RCNAL CFU. CARCINOMA* 
ASSOCIATED ANTIGEN G3&0. fobr/l Ov*tvrvrijk. Mirfam dc Wcljcft Adrte 
van Bokhovwi Ruud H Brmkanhotf. wlinetmus P Pefileri, +<$ns $4J Ocbnync. 
Urotogical Research Laboratory, Academic HospUal Ni^negen, e r »00 HO 
Ntl'negori, 4 Froo Unlwrshy Hovpftal. Amsterdam. Tne Netnerlands. 

Tho Heniu Coll Carcinoma (RCC) osaoclnled anti^i G2&o was InhbRy 
IderdlTred by monoclar»el e*nitXi0> G2!/> (niAbG2&0). The antigen Is 
homogeneoualy expresiod m >?G« ot RCCs and is obsont in normal kktnay 
nrid other nornuil human ttssuos, with the exception ct r-irMi)c ntuewcii ccdv 
ena cells ot the larger btle duets. CHnical trials with U, J ubeied nv\WJ?«) 
nave indicfticd thai the antiQOii is A potential UiorapetUte target. 
Thus lar. llw motcrCutHt UihiM«eii/ai*<wi of G200 utrtiyvn rue shown that the 
antigen run the charactaristica ot a protein FwrtliOi molueular 
characterization he* boon hampoted by Itxi Apiiruorn oKtrirrrto aonsnlvlty of 
tho G250 anttgan tor non-natK*a eonditK>na. 

For ttw ntotecutvr ctontng ot tho cONA ancodlt^o tUa <^ 2 ^° atulutni, u 
oukMyotk: ejepmakm cViiilirii *t/tm^jy way used. A cONA library was 
conetrveted using nvluMA from a hun%an ncc cell line ^ the cokuryotlc 
expression vector pCOMO. Irrununohislocnomtcat acreenlng ot rragreastoftly 
ainiditff iKioht rrf cONA whMi v*vtu trwisfvctod hrto COS cells has load to tho 
b-vkttlou ot u cOHA (pMWIJ of approximately 1.£> kh coiMa(nti>9 en C)>r»i 
reading traorve and ha vino a pnh/ancnyUrtion sigruU was isolated. 1 ranstectton 
ot tftis cDNA into a G?50 HOC cat) bnt tenuhorf m d in expression ^ Cl?00 
iftirtiiiriudotvctiibto protein, showing that this cONA lno>«d encodes iho CiPfA 
enilQen. Nortlwni unMysis ot mRNA derived from HCC ecu lines (mAnQ250" 
in Kl tiiAUG&MH, surgical spociniens (RCC and norma! kidney obtained from 
tho eamn patient). flfKt nomiot hunwn organs, revealed a Single 1.6 kb 
kanscrtfyl In niA0C2&0* cv» h'nev und RCC spocimuns. No transcript was 
observed In mAbO2S0 cell Unas, normal ktdnoy spCCintens, arty iK^nWU 
human organ Invcfftligaled. SequeiKe anAtyy|*« itnO d;<thlwvi? searching 
revealed that the Oeso antigen is hornotoonus with MN. a recently ctonod 
liuiiuKt niriKK-uvftocluted protetn ot M/56 kO. Bweanlng o* a LambcJ(« TIX 
litxory roautled tn the loenlDication ot sU clones (EO1-0) cofitainlnQ diTtererrt 

nuens, tfiai^Atity IImi ttttlud G?M» y^«Nf. Pfftltmiiiary irvktcnr.ij |ndiciite» thilt 

thu G250 gene Is located on chromosome 0. runner nwlocuta/ 
charai^oiIzAikin r.if this HOC atwx^intotl urttigen inny result in a better 
unoer si ending ot the niolecutar basn ot kidney ca/cinogenestv 



IDENTIFICATION OF DDJ: A NtiW ClliMli OVimn.Xl*KliSSl<l> IN 
PKOSn AllCTlJMOKJi. Marin* Mi ku$rr*nokci1,A<lrtc irm tfM/lOWA MmttS tfiliAfi, 
Murvri WJanucn. Ning Ku\ WMium O Umicm*. Untlojy R«x«xrch tAhnriitnry, 
Uplvuwliy llofphal NIJme£r.n, The Ncibcrlands, Ureio^lcal Inudvic* Jol»u 
I lnjikini | ItupiUl, lUIlimorr, ItSA 

Idrniirioittin vi jcik* iprctftcwlty eiptcwcd In tumor cells but not In nor mil cells, 
oi vivr v*txm t it Important COi die atulcjn landing vf the molcevtr tv«i> of 
CftUlnogtncstt. ^rtlternUilc, SiKti k^uCa ntSy puividc ui with nixrkL-m Itir early 

■unmr dtrtcrtkm, Rcvrnlly, »t)v?n«d molecvlfr genetic tooh like comparative 
genomic hytirioT/SIIOh (CXJIIj rovulod thai hoxiiln frc^ucni kn& mUo ampltfictition 
oi t:nroniowruil loci occurs in piosiatK ttitiwrh. 

Amptirimikm of chromowmal rrgloru (s often assocUied wltli activation of 
ustucrlpilon untu (c,^ ovcrc*r>rcu*oit). Xhctcttyc, wt applied the- tcvhniquc ol 
ditluenUsl displsy analyUv to Identity £C«ict Owrcjiprcucd (irprtvuiitk turner*; this 
icehntque. hai been proven to be ■ pcMe^lol toot to Me*iify ind ektnc diffcrcniUtly 
enprcMctl fene* In our *t*«1y, mKNA (n*m notmsL Uul^n liypci|iUntk- attd tutmtr 
VitMtKtlc ibiuc (turn lite tmiuc |Mtlcntk wm% cstrietcd and utnd (tn differcnilPl 
diipl»y. W* Idcnilfied «cv«r»l t pparently tf Inercntlstly CaptCiMd mRNAi. OtiC Of 
them (Vl>y) dciectln^ two iramerlpis (?.2 and 4it kh) thai arc sncihe^iiy expressed 
in hum* n prostatic lumrtrs wtierc«i no cxprcMton or Uiesc iiamcilpik wis fuviid In 
OOjituil o* Knr^rt tijrperplMtiv piusuio tl^uc. AImi In Hornul hunun |un^ Hadd^r. 
colon, juincrcsf, sk(n t hi>art. smitoth ravsclc «nd kkfncy tissue, no l)D.t uami-npu 
»»u1d be detected. 

Nudciiiidc kctjucitco anatyiix i»r l>l)S (ILA kh) did not reveal sn open reading frtnic 
nor did wc find Homology with sny known gene. IholaiUm of addiltonal i>L»-reUited 
i-DNA ctmio ilKnrod a (uitlici vtiatactctl/^lliHi urihc transcription unll of DDA and 
showed that slicrnsilve / crypdc splicing occurs. f>iuf. t'^c in the dirto cm l r iirtd 
ttanwnpu. 

To whcihci PD3 may he looued in an smpltfice chromosomsl region, we 
miUited LUi.^-rctiileU genomic Uones wlilch vnic UKd a> ytuUa u> Ii/UIJIa.* tu 
mciaphiw: tlittuniiMtnii.-* tiMyroplmeyic*. In this w#y wr were SMC 10 map DD> to 
rnromoSOMC VqM-22. • recloa Which htl 1<C« Stuiwti U> he amplified io a nuittt.cr 
or pi est i ik tumors, id££CSlin£ that ovetcKpicsxiun uf the erne may be a rctull of 
gene amplification. 

In mnduMm, l»y uUnj; difTutcntijI display u-g hnw Ideal Ifietl a dw sene, T>DJ whkh 
Is overcxptnscd tn prosisilc lumors. Kurthcr studies will he required m cluckJuir ihr 
(una ion of im.V it» piiisiiw rule in pnvtate tunwnccnwi!i and lu poieniui 

UM-fullit,-v» (n pitivlfetv CttiiOut dijgiur\K/|tiuf^ubu. 
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